Supporting Figure S1 . Build-up curves as a function of intensity ratio (I a /I b ) (see Methods, main text) used to determine the intramethyl 1 H-1 H dipole-dipole cross-correlated relaxation rate (η) for each of the seven Met εCH 3 groups in sCupA in each of three ligation states, apo (red), 1 Cu bound to the S1 sites (blue), and both S1 and S2 sites filled (green). η is related to the axial order parameter, S . These data represent mean ± S.E. from three biological replicates. Statistical significance was determined using one-way ANOVA with Tukey post-test where ***p<0.0001; *, p<0.05. WT, wild-type strain; MBS, M172A/E216A/D347A copA strain; ∆MBD, copA lacking the N-terminal metal binding domain (MBD; residues 1-99), WF-to-AA, W162A/F165A copA strain. The MBS strain also carries a copA C49S substitution which has no detectable growth phenotype. Figure S6 . (A) Representative growth curves (BHI + 0.5 mM Cu) obtained for wild-type (WT) (black filled circles), a copA strain expressing a triple mutant (K155E/K166E/K167E) CopA (P-helix) (blue filled circles), a copA strain expressing a quadruple mutant (C49S/K155E/K166E/K167E) CopA (P-helix C49S) (red filled circles), a copA strain expressing the triple MBS mutant in a C49S background (MBS C49S) (green filled circles), compared to a ∆copA strain (x) which fails to grow under these conditions. The copA C49S strain (not shown) grows like WT under these conditions. 1 (B) Space filling model of the MBS region in a homology model of S. pneumoniae CopA threaded through Lp apo-CopA 4 with basic residues surrounding the MBS and the platform helix (P-helix) highlighted. Surface electrostatic charge is represented by blue (positive potential) and red (negative potential). The approximate placement of the CopA MBD of known structure 1 within the CopA model is indicated; the work presented here is consistent with a model in which the S2 Cu(I) of CupA delivers Cu(I) directly to the MBS as indicated by the grey arrow (right). The direction of the Cu transport is indicated by the light blue arrow.
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